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(57) [Sttl- 

V * -5 « £ iDJfi £ S 6 r fc £ a W t + * o 

BTEB 2i: * D NAM^ft 




1 1 B T E B 2 fc«-&1--5DNA»ffi^-t- 

* * a - K-r a ae* t & jb i w< * 

kh^-tZfe3imj&*m\ B TE B 2 <t 
t5BTEB2l6n*ft< ^r^^i-6^2^-<^^ 

1 RWL<Dmm%& 0 

2 9 3»T*£>*r 3 |CE«©W 

[»**5] ttBe^Mia^. vismhmto&niim 20 
c p a e nana-? z&m t -t-anww 3 me*© 

[St#£ 7 ] B T E B 2 * ^t5DNA«§rtf 
1 *fe»#S 6 *T©vvfft^afcE*©IMi 

^ft, 30 

[UMlO] ttBBtoWfcfcWb****;"** 
iNOST&5rt£»«t1-*f»#«7fcE«<0 
IMS**. 

SMemb-Cfc5ri:S:»«it5»*57l:ffi* 
2] BTEB2t»^t5DNA»fiSrt 

13] BTEB2^y/^ B T E 

B 2 afi*&'>fc < £ *>^fr£& 2 *V<* 5 £ 

t«rWRfc l 2E«tf>fc£»J&. 
MW14] W**lE«©ffMi**lcJ:9»bJx so 




1 -3 1 8 4 5 0 



[0 0 0 1] 

1-*t>«r0. BTEB2^^/^^#^IC^ 
[0 0 0 2] 

©JSW^SElftUrv^ (Aikawa M. et al.. Circulatio 
n Research, 73:1000 (1993)) . Z<D^m«»i&(Of^K 

Sx.Swfc*S"C*6 (Wanibuchi H. et al., Cardiovas 
cular Pathology, 1:295(1992)) ¥*tftMBl£tir? 

[0003] 

iisa^M^wi^ «> tsafci- a ^ taw* 

fcLTtt, W;ttf, SMemb, SM 
2, fflJsWK Eg r-1, iNOS«£*tf*r*:aS 

3*** >v<* SMembU EJPUfcrtKO 

¥rt^JtfC#^|C^LTV^-5 (UedaM.et al . . C 
oronary Artery Disease, 6:71 (1995)) 0 $.tz, SM 
2 tt*B^<0sp»ttfc•»t^«F»tt»c3gmU•CV^S (Aikawa 
M. et al., Circulation, 96:82(1997)) . l&IRHf- 

©¥»»Jttia^a*Sii*D-tSt©Tl>S>-5 (Taubman 
MB, American Journal ofCardiology, 72:55C (1993) 

) o E g r - 1 ttfi^HBH^-o-CjflLffK 

#B*WBS#*B;fci"5 (Khachigan LM et al . , Science 

271:1427 (1996)) 0 i NO S ttfflME*fcH-£i-S - 
t t*to bH6 rtlKE»«©¥»«»IS^»aASiiaP 
*t"6 (Yan ZQ et al . , Circulation Research, 79:38 
(1996) ) o 

[0004] ztit>»&<D9>"<*, i-ftfefeiMBIft 

ttfcpftfixsae^E^j-cftjiBi^jxSo r«j:5 4ae 
mtstizovhz. -r^ae^ac^iiswfitt^Ew 

l^oV^TIi, SMemb (XA-ttb. SffE^. 50:6 
8 (1995)) , Jlfl^af (Mackman N. et al., Proc. Nat 
1. Acad.Sci. USA, 87:2254 (1990)) , Egr-1 (Sa 
kamoto KM et al . , Oncogene. 6:867 (1991)) , *5J:t/ 
i NOS (Chartrain NA et al, Journal of Biologica 




1 Chemistry, 269:6765 (1994)) Icovvt, -fcft-CTbW 

[0 0 0 5] ±ffiDNAEW3tt^^?i:LX 
te, BTEB 2*mf%Z- t&XSZo r^BTEB2 

sMembae^aawiSDNAE^jje^ 

£ LTl«I)6*tlT*5f) (^J2@b, Japanese Circul at i 
on Journal. 60:suppl. 1:64(1996) ) , 7y 

C0¥?II«TiliMt^t)©t'fc6o £ w^B 
TEB2I1, SMemb^ifjf, Mg&H^ Egr 10 
-1, i NOSW^ffiOftflRWtSr^k^-frS^V^^ 

[0 0 0 6] ±E»JRflMkSr»k$*S^^^, +4 
^I-£0M»t5 r t CTlt^Sc ctoT, 20 

So 

[0 0 0 7] 

t><0-C*>»K BTEB 2^V/^^_h^tfc»^L5r so 

*-f 6 n £ Sr S ft i: -f* 
[0 0 0 8] 

MMlfcfclvf. BTEB2iS^t« 

te^%« $ nfc u * «r = - ki-s ae* £ « 

V\ BTEB2«fF»Bi:^T, S^jNB!&rt"C 
[0 0 0 9] rwipftS^jBBJiat-C, BTEB2i:S 




«fBB¥l 1-3 1 8 4 50 



[0 0 10] **WJC*3V^T«:, MM2U:fa« 

■fZ£0\^ BTEB2 3&S, WES±«BJSrt^WA*ix 
^^-tfcot, W<tBTEB2^^^ 
§11" 5 B T E B 2 Sfirf- £ ^"f 5 % 2 © * * - |C J; *) 

< («** 3) , *&u:#*L<tt, Khvm&xom 

«2 9 3« (MM 4') tL<f±**>«WWRrtAlPi 

iia»cPAE»ii& (mm 5) zm^zzt-chZo * 

-i?T-fcS^2S#*U^ (MM 6) 
[0 0 1 1] *»WJC*3V^T, BTEB2i:^t5D 
NAaMftSr^Ti-a^o*— ^ — LTIi, BTEB 2 b 

#£l< (mm 7) , »^»*u<tt, *m®?7* 

(MM8) , (M* 
*9) , iNOST'n^- (iMlO) &£tfS 
Memb^^- (Ml 1) *fflV^Srt"Cfe 

[0 0 12] *LT, 2fcSB«UiJ& 
BTEB2ir^f5DNA»tt57 P D ; e 

&< bhttzfe^mm-ebz. i^i^^iUM 

4§3**:|r!8&I£, BTEB2^W^?rM«BTEB 

fc*±*na-eabsri:3as#*Lv^ (mm 13) 0 * 

fc, #»E(0MM1 4fcK«Lfc»Ett, ±^t^B 
T E B 2 Srffl v ^ffffi^ife l-i^ # fe Jxfc Wiffiftiia^ 

[0 0 13] 

[0 0 14] *»W©5p»ttjW!&©«RaiftSr*J»+3 
•«OffI*ftl4, BTEB2^^t6DNA« 

K-rsae^t sr«tf* 1 ^ 
^^-*r*ft< tt<r-ra*±»ias:fflv\ bteb 
2timtttonb<DfflET. s^ftiart-cwE^sK-^ 

[0015] ~mzjm* i mirz>9i''<9ft, &m 




D N A MP\ & £ it £ IB* *3 J: tf^ft <0E*U ^r^^f 
S^w^fi, -^M<H2o©ii > DNA^ 

d n Att-&»&^» «r ufcae^^te^srSE 

[0 0 16] *»WU1*3V^-CH:, reoe^SrStti-ft^ 
y/^irtr, BTEB2£JBWc£r5lc4tm& ; f1- 

fFffiftK^*^#aEi"5^»*S*>5. Ifc^oT, BT 
EB2*rilWW!lPi-5rfctRrjB"e«)63ftS, »*b< 
12, ±BWl©^^-*r*+-5**lBJS»CBTEB2 

[00 17] Z<D£otj:m2<D'<? ?-\z.m^btiZB 
TEB2^3-Ki-65t^^brii, ^»^T*B 
TEB 2«&«L5 SfcO^fcritfWl-Rje^fta fc© 
"CttftV^, 0J*.tf fc h&5fc<Dt><E>(Sogawa K. et al. 
Nucleic Acid Research 21,1527-1532, 1993), 
&3Wt>^(Watanabe N. et al. Circulation 94, 1-10 
7, 1996), yy h&3fc<7>t>C7)(Imatake et al. (1992) E 
UBO J.ll. 3663-3671)#£r*tf*r*a*T?#So *38E 

K'C*>ixtf«flcR3fe$ns 1 b©"Ctt:*<, «x.tfp 
c DNA 3 (Invitrogenft® »t:**f Si fcsftSTf* 
5, ft*5, r^2(0-<^^-(CioV^BTEB2it^ 

[0 0 1 8] #»03K:*3V>TW:, :©BTEB2i:#I 
B T E B 2 C^l^t^DN A^^f f 

Bima^sEfti" s ^ w< ^ «r = - Ki- sae 

^^ta^n^^-T'fcot, BTEB2K# 
Egr-l^n^- iNOS^P^- 




(4) «?1 1 -3 1 8 4 5 0 
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ril^P^ ^— ©iS^Jtt, SMemb (M9h 
SffS^, 50:68(1995)) , *H$BiP (Mackman 
N. et al., Proc. Natl. Acad. Sci. USA, 87:2254 (19 
90) ) , E g r — 1 (Sakamoto KM et al. , Oncogene. 
6:867 (1991)) , ^itf i NOS (Chartrain NA et a 
1, Journal of Biological Chemistry, 269:6765 (199 
4)) fc*3VvtWk*»fc3;h/0^5o 
[0 0 19] *»wtfflv>b^*i^#-^-ftrt 

[o o 2 o] *^Ktc*5v>rri, ^i5*H^ 

V^rtsSSff*L<, mt)thM^»2 
9 3Mtt (ATCCgf£#-5§-CRL- 1 5 7 3) 
»f«»cPAE» (ATCCgtttfCC 
L-2 0 9) »*rJBV*S£*:jWff*U\ #38SB 

30 V\ 

[0 0 2 1] *%W<DWm*&K> ±IEJB 1 0V<* 
#»A $ *xfc«£»IS £BTEB2*5J: tm»«*«© 
flHflET, <>U<J4±IB»l©^^^-*5J:ir»2(7)'<^ 

r^i^^^tr^n^o awfluwwsBTEB 
2*>^^&^*1-5t>oT-fc*uf, ^m^tis 

»ffi4fe«*S5p»jBiNBIia^KaE«©»J»»J^ LTfflv^SpT 

[0 0 2 2] **5, *W»«T?ffll*5 rf^fjpjfglcji 
Hrj fctt, 2o©v^p»tFS*j5S, DtloKlROSStt 

50 i:^#^-f6 0 r©«*-C, :/p*-*-g*©8tt<0 




[0 0 2 3]^ ;WJ*Wfc:*3tta r«|H»Kj 10 

[0 0 2 4] #W#W#lC:fett3 ^d^-^ 

(E^W^tfelcifaUTffilli-'5DNAia^J-C*>*. 
■»-SJ:5lc«Sffffli-51«*fcW:*ii«:3B*.SlH«* 20 

[0 0 2 5] *W»»-CfflV^5 I^SJ it 

sfl^^^Sra— Ki" Mtt, mRNA^D 
NA(0|5^ Gfcgfcfctf) mRNA«mRNA^ 

[0 0 2 6] 

DNAO— jftW^ifettW-WbiV^BRD^U^a^— ^ 30 
p— (Molecular Cloning, A Laboratory Manual, 

T. Maniatis et al . .Coldspring Harbor Laboratory, 
1982) IdLfc^oTfTofce 

(IBMl) 

7*7 Kg>gg 

BTEB2WcDNA^M7 P 7^^ Kit y#9^<D 
3tilK(Sogawa K. et al . Nucleic Acid Research 21, 15 
27-1532, 1993)iCfBic<£>BTEB 2 cDNA©l#i> 
£>2 1 9#£-?£:, J&Gft%&M<077X^ K pcDNA3 
(Invitrogen tfcB) (D EcoRI, Xhol ftj TO *«J0rWJi' \C 40 
JfAttifc^^^ KpcDNA3/BTEB2SrttfflLfe 0 

[002.7] mffi®*<D7a*~?-*im^m\z.]g& 

>^ (Mackman N. et al. Proceeding of National Aca 
demyof Science in USA. 87:2254 (1990)) lCf2fcO pL 

3&ttJBLfc 0 P L3 3 8 3-+ 

1 2 l!Wg*S3:h/ClV5. 

[0028] jgaHgiaM^gEi 

«*«I*ft« (Ausubel FMk, Cu 
rrent Protocols inMolecular Biology, Green Publish 50 
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8 

ing Associates (1987) * ^<tt/Miller J, Experiments 
in Molecular Genetics, Coldspring Harbor Laborato 
ry, Coldspring Harbor, New York (1972) ) \Z.ZL*)7y 
KpcDNA3/BTEB2 1 pL3£r#! V ^T^SfeSl L 1t 0 7? 

^UWtsiiS^ loo^g/mKDry^ 

y>'IBM«r**i-SLB*»«|''X«*S*fc 0 Escheric 
hia coli DH5a KDNAO«*ffi©jBHj!fi± 

[0 0 2 9] PjlLfl^^ia^igMfe J:^F7^7x^ 

As ^7>f7A (minimum essential medium) ^i&~C\ 
t hffM**®M6*2 9' 3MB (ATCCSKWC 
RL-1 5 7 3) 43J:t/!>^mMRAAMIUIcc PAE 
ttlfi (ATCCgte#^CCL-2 0 9) 3 7<CC0 
CO2 >-^^.-<— F7^7x^i/3 
i'fcttJIILfc. ^Escherichia coli DH5a 

pcDNA3/BTEB2 *3i O'Escherichiacoli DH5a pL3£-£ 

y S DS^ICi "9 T"^* 5 K pcDNA3/BTEB2 *5<fctf 
7°7^;K pL3Sr®iRLfc 0 HJJiXLfc:/?* S Ktttttt 

[0 0 3 0] 2X105 fl^WRLfct btW**©HB 
Mc2 9 ■ 3 W: ^ftHftBRrt&SWJfet* c PAE| 

ISiC, 1. 0 ;z %<F)~fy7>x K pcDNA3/BTEB2 H. 0 
/i g (O^y^ * K pL3£=* h7^7x^^3ytfc 0 
=iyhn-/Ui:tT7 P 7^ ; K pcDNA3/BTEB2 1 . 0 \i 
Z<n>*XK>*)\c7y*% K pRc/CMV(Invitrogen #M) 
1. O/i g^^TPilC3h7^7x^i/3yt 

fc 0 h7^7x^i/ 3 yit atvft&y 

A & (Current Protocolsin Molecular Biology) ICLfc 
It, l 0%J»ffi>Vjk»Sr*#i-S5=vA 

*y*jTJ* (minimum essential medium) JgFifc 
$rlV^T3 7t^C02 >f V*a^-*"CfTofc 0 
[0 0 3 1] tfTyfe>T 
WlM^y°u h ^/U(Current Protocols in Molecular Bi 
ology)^fE*$*LTV^ri:<^ »*Ufc»JB^ttm 

(LumatLB9507) f^ct oT£*<t; L*: 0 fg&«*5 
^^^T^i/^x7--^(7)SH-Cfc^^v'> r acy ^^rg 

[0 0 3 2] pRc/CMV 7^7^^ K^ttA'S'?*?— 
6rf»ALfc2 9 3MBtt, pRc/CMV ©»-&^Jt-<-C» 
tt, BTEB 2#»«H* ©ag^(E?WfflSrUfcr. 
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[0033] mmm2) 

BTEB2 0<gggttfefc#j-5 Mithramycin, Adriam 
ycin, Netropsin.Staurosporine Offijp: 
^«W»cPAE|ia (ATCCgf£#-^ 
CCL209) £10 cm dish (S«ffiiF-tfc8l) "C alp 
ha MEM(GIBC0 BRLttS) 1 0 % TOJbUft (E»Itt 
K) #H*m*T#«Ufc. OPTI-MEM(GIBC0 BRL&S) 
5 0 0mllu, P L3 £ pcDNAl.lAmp(Invitrogen *± 
H) x 4fc* pL3 t P cDNA3/BTEB2 ZZtl^ftl Omg 
-fo^Dx., ffifoU rft£A$S£:Lfco LIPOFECTAMINE 
Reagent (GIBCO BRLttS) 3 0 m 1 £0PTI-MEM 5 00 
ml+lCflP*., £*l£B«iLfco AtS^BjfttSra^ 
jWcfiftU 3 0«i&l:#itfc o wO^IC, 5m 

10PTI-MEM V2mtiM&&9t#\s* 4 m 1 <D OPTI-MEM 
^Pxfc r*tlC, «T»OA»£B*£&a?PLfcDN 
AJMKrWbDU 3 7tk 5l*IW>f y*^-)^ # 
«fi^*S:firofc. fefc 3 7tr?l 8H>|RHF 

9 6 well plate tig#«*tfc» I-* 4 0 

cells/ml (V&mfcZl 0 0ml -foffl^fc. 3 7tTC 
6W^a^-hU »JBtr*±|C**S*fe. DM 
S0IC$£ltTV^£> Mithramycin, Adriamycin, Netropsi 
n, *5it/Staurosporine £fcfiLSJ£Jft£ffll^T8S£ 
H&U &10ml/well SAflLfc. ^yfn-^lT 
DMSO^Jk^^Tl %K*RLfctOt 1 0 ml/well 
^JdPbfCo {fr&ftSrSJnSL 3 7t-C2 4»IB*«U 

[0 0 3 4] A^^oiy-i? "Ty-fe^li; ^-f well 
# well Sri 0 0m 10 'PBS"? 
ft#LT, Lysis buffer (22 . 2mM KHzPO^ 0.2% Trion 
X) £7 5ml/well fc»U Lfc e £ 

©jBBiai4ffla«:«-5 0ml1"o6fe9 6 well Plate ( 
fefe^—Zy^ htt§D lC#L, Luminometer(AutoLuma 
t LB96P)-C/^>^3,y-if^$:tJ^Lfc e »«&H2 



10 

d»feB5l^i- 0 4*5, H]2teAdriamycin, {U3teMitti 
ramycin , HI 4 13 Netropsi n H 0 5 \1 StaurosporineO 
m*t>WZ>frft£5\C, Mithramycin *5<t 
t^Adriamycin^SSftSWlCB T E B 2 ©<E¥iSte«r» 

[0 0 3 5] fc*3, *»Wtt±RH*«*»CRjg*ixS 
[0 0 3 6] 

^ p * B T E B 2 #«HttlC|fr&1-a D N 

ASBffiSrW+S^o^-^-lcjB^LT, «v^m»tt 
^B*$il5rfcS:?UfflUr, BTEB 2 <Dft 

[Ull] 2 9 3*BJSlC*3rt*BTEB2©(B¥IHI!fiStt 
M2] Adriamycin£^JPLfc<*:#©BTEB 2|C£5 
[H 3] Mithramycin fefSAl Lfc £ 1 <DB T E B 2 \Z£ 
[04] Netropsin Lfc t # OB T E B 2 6 

IMS] Staurosporine £E^P Lfc £ # OB T E B 2 |C 
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